To extract each well of the nutritional array, the mycelia adhering to the well walls 1 were gently dislodged by introducing a block of fixed 200 µL pipette tips five times, and 2 850 µL of acetone was added to each well. Plates were sealed with a silicone mat and were 3 shaken for 30 min in one direction, and 30 min in the opposite direction, at 220 rpm and 4 22 ºC. To retain metabolites in solution, 170 µL of dimethyl sulfoxide (DMSO) was added 5 to each well, and after 5 min shaking, the acetone was evaporated in a Genevac HT-24 6 vacuum centrifuge for 75 min. Plates were opened in a chemical fume hood and air dried 7
for about 2 h more. Extracted mycelium was pushed to the bottom of the wells with a 8 metal plunger (Duetz et al., 2010) . About 500 μL of the acetone-medium supernatant from 9 each well was transferred to 800 µL-well assay plates (AB-gene AB-0765). After addition 10 of 165 µL of water, each well contained an aqueous 665 μL sample that was 0.75× the 11 concentration of the original fermentation and contained 20% DMSO. Extracts were 12 stored at -4 ºC for 2 days and were briefly shaken on a MicroMix plate mixer prior to 13 assay. 14 15 2.3. Evaluation of the antimicrobial activity 16 reference strains, E. coli O157:H7 (CECT 5947; virulence factor deleted) was obtained 23 from the Spanish Type Culture Collection (CECT), whereas Acinetobacter baumanniisusceptible S. aureus) (Novick, 1990) , and Pseudomonas aeruginosa PAO1 (Holloway et  1 al., 1979) were from the Fundación MEDINA Culture Collection. Culture maintenance, 2 assay growth conditions and antibiotics used as positive and negative control have been 3 detailed previously (Cueva et al., 2010) and are summarized in Table 1 . 4
Antimicrobial activity assay. For screening the antimicrobial activity of fungal 5 fermentation extracts, antimicrobial activity assay were carried out as described previously 6 formate. The gradient started at 10% B and went to 100% B in 6 minutes, kept at 100% Bfor 2 min and returned to 10% for 2 min to initialize the system. Full diode array UV scans 1 from 100 to 900 nm were collected in 4 nm steps at 0.25 sec/scan. The eluting solvent was 2 ionized using the standard Agilent 1100 ESI source adjusted to a drying gas flow of 11 3 L/min at 325 ºC and a nebulizer pressure of 40 psig. The capillary voltage was set to 3500 4 V. Mass spectra were collected as full scans from 150 m/z to 1500 m/z, with one scan 5 every 0.77 sec, in positive and negative modes. The possible origin of metabolites from 6 medium components was exclude by analysing negative controls, i.e. extracts of the sterile 7 media treated identically to cultures, in parallel. Tortuero (T). An initial visual screening was carried out to discard identical isolates. As a 7 result, a total of 182 fungal isolates were selected for the antimicrobial activity assays. The 8 large number of fungal species confirmed that vineyard environment was an important 9 source of potentially-active fungi. 10 11
Antimicrobial activity of fungi extracts 12
Each fungal isolate was grown in eight different media to promote the development 13 of each strain"s full capacity to produce secondary metabolites. Therefore, a total of 1456 14 extracts were assayed for antimicrobial activity against five food-borne pathogenic strains 15 (S. aureus EP167, A. baumannii (clinical isolated), P. aeruginosa PAO1, E. coli O157:H7 16 (CECT 5947) and C. albicans MY1055) and two probiotic strains (L. plantarum LCH17 17 and L. brevis LCH23). A total of 71 fungi isolates met or exceeded the minimal 18 antimicrobial activity in at least one of the eight growth conditions and resulted inactive 19 against the two probiotic bacteria. Among these active fungi, 13 of them showed 20 antimicrobial activity against two pathogenic strains or more (Table 2) . However, the 21 majority of them inhibited selectively the growth of only one pathogenic strain (Table 3) . 22
Regarding antibacterial resistance, Gram-positive S. aureus EP167 was the most 23 susceptible to fungal extracts, whereas A. baumannii, E. coli O157:H7 and P. aeruginosa An attempt to confirm the antimicrobial potential of extracts from vineyard 5 ecosystem fungi, known antimicrobial metabolites in the active extracts were identified by 6 LC-MS database matching, taking into account that these metabolites might not be the 7 agent responsible for the antimicrobial activity of the extracts. Liquid chromatography-8 mass spectrometry identified thirteen known metabolites considered of broad 9 antimicrobial spectra (Tables 2 and 3 ). In addition, other yet uncharacterized metabolites 10 were recognized (results not shown), which are a candidates for purifying of antibacterial 11 and antifungal metabolites. 12
Most of the extracts containing the compounds identified in Tables 2 and 3 showed  13 antimicrobial activity against S. aureus EP167. As described previously Peláez et al. 
